Abstract: Citrus (Citrus reticulate Blanco) is one of the most commonly consumed and widely distributed fruit in the world, which is possessing extensive bioactivities. Present study aimed to fully understand the flavonoids compositions, antioxidant capacities and in vitro anticancer abilities of different citrus resources. Citrus fruits of 35 varieties belonging to 5 types (pummelos, oranges, tangerines, mandarins and hybrids) were collected. Combining liquid chromatography combined with electrospray ionization mass spectrometry (LC-ESI-MS/MS) and ultra-performance liquid chromatography combined with diode array detector (UPLC-DAD), a total of 39 flavonoid compounds were identified, including 4 flavones, 9 flavanones and 26 polymethoxylated flavonoids (PMFs). Each citrus fruit was examined and compared by 4 parts, flavedo, albedo, segment membrane and juice sacs. The juice sacs had the lowest total phenolics, following by the segment membrane. Four antioxidant traits including 2,2-diphenyl-1-picrylhydrazyl (DPPH) radical scavenging activity, ferric reducing antioxidant power (FRAP), oxygen radical absorbance capacity (ORAC) and cupric reducing antioxidant capacity (CUPRAC) were applied for the antioxidant capacities evaluation. Three gastric cancer cell lines, SGC-7901, BGC-823 and AGS were applied for the cytotoxicity evaluation. According to the results of correlation analysis, phenolics compounds might be the main contributor to the antioxidant activity of citrus extracts, while PMFs existing only in the flavedo might be closely related to the gastric cancer cell line cytotoxicity of citrus extracts. The results of present study might provide a theoretical guidance for the utilization of citrus resources.
Introduction
Citrus (Citrus reticulate Blanco) is a tropical or subtropical fruit widely distributed around the world. As one of the most consumed fruits it also has great economic importance. Besides its value as a delicious fruit, its nutritional values are also important. Previous studies have reported a variety of bioactivities of citrus fruit, like antioxidant [1] , anticancer [2, 3] , anti-inflammation [4] , anti-fat [5] and 
Total Phenolics and Antioxidant Capacities
Each citrus fruit was divided into four parts from outside to inside: flavedo, albedo, segment membrane and juice sacs. Ultrasonic assistant extraction was used to improve the extraction efficiency according to previous studies [11, 12] . As shown in Tables 2-5, the total phenolics contents varied between the varieties and tissues of citrus fruits.
Among the four citrus fruit parts, the juice sacs had the lowest total phenolics contents (4.18 mg gallic acid equivalents (GAE)/g dry weight of extracts (DW) in CX to 6.39 mg GAE/g DW in Newhall (NH)), followed by the segment membrane (6.27 mg GAE/g DW in CX to 12.56 mg GAE/g DW in GAC) in all the 35 varieties. The total phenolics contents in the flavedo ranged from 11.52 mg GAE/g DW in ZXY to 27.55 mg GAE/g DW in AY30. While the total phenolics contents in the albedo ranged from 10.35 mg GAE/g DW in CX to 27.15 mg GAE/g DW in GAC. For the flavedo and albedo part, 12 citrus varieties had higher total phenolics contents in flavedo than in albedo, including six pummelos (HY, YHY, MBWD, Zaoxiangyou (ZXY), Putaoyou (PTY), Sijiyou (SJY)), three hybrids (AY27, GOC, MXG) and three tangerines (OG, QOG, WHOG). Zhang et al. [13] had previously tested the total phenolics of 14 wild mandarin genotypes and two cultivars, which ranged from 29.38 to 51.14 mg GAE/g DW. The total phenolics contents of the sum of flavedo and albedo (22.02 to 47.39 mg GAE/g DW) were close to the results of Zhang et al. [13] .
The DPPH radical scavenging activity, FRAP, ORAC and CUPRAC assays were used to measure the antioxidant capacities of the four citrus parts. The mechanisms of these four antioxidant tests can be divided into two types: the DPPH, FRAP and CUPRAC tests are mainly electron transfer type antioxidant methods [14] [15] [16] [17] while ORAC is a hydrogen supply ability type antioxidant method [18, 19] . The results showed significant differences among different varieties for the four fruit parts with each measurement method. Results were the mean ± SD (n = 3) on a dried weight (g) of citrus basis. Total phenolics were calculated as mg gallic acid equivalents (GAE)/g DW. Antioxidant capacities (DPPH, FRAP, ORAC and CUPRAC) were calculated as mg trolox equivalent antioxidant capacities (TEAC)/g DW. Values within each column followed by different superscript letters were significantly different (p < 0.05) according to Tukey's tests. * Antioxidant index score = [(sample score/best score) × 100], averaged for all four tests for each cultivar for the antioxidant potency composite (APC) index. # Ranked according to the APC index. Results were the mean ± SD (n = 3) on a dried weight (g) of citrus basis. Total phenolics were calculated as mg gallic acid equivalents (GAE)/g DW. Antioxidant capacities (DPPH, FRAP, ORAC and CUPRAC) were calculated as mg trolox equivalent antioxidant capacities (TEAC)/g DW. Values within each column followed by different superscript letters were significantly different (p < 0.05) according to Tukey's tests. * Antioxidant index score = [(sample score/best score) × 100], averaged for all four tests for each cultivar for the antioxidant potency composite (APC) index. # Ranked according to the APC index. DPPH antioxidant tests are commonly used in determining the primary antioxidant capacities. The DPPH radical scavenging mechanisms include two types: the electron transfer type when components dissolve in polar solutions and the hydrogen supply ability type in nonpolar solutions [14, 20] . In this study, the DPPH radical scavenging abilities were mainly based on the electron transfer ability of the antioxidant components since the citrus extracts were dissolved in water. DPPH values ranged from 5.48 to 20.73 mg Trolox equivalent antioxidant capacities (TEAC)/g DW in flavedo and from 4.37 to 17.43 mg TEAC/g DW in albedo. AY30 in flavedo and PG in albedo ranked the first, respectively, while CX showed the lowest value in both parts. In the segment membrane, DPPH value varied from 2.72 (TCH) to 7.34 mg TEAC/g DW (HMR). In the juice sacs, TC had the highest DPPH value (5.73 mg TEAC/g DW) and KZJ22 had the lowest (1.46 mg TEAC/g DW).
FRAP is another antioxidant test widely used in the determination of plant antioxidant capacity [15] . FRAP values in flavedo varied from 1.94 to 21.33 mg TEAC/g DW, with the highest and lowest value corresponding to AY30 and CX, respectively, which is similar to the DPPH result. GAC showed the highest FRAP value in both albedo (25.26 mg TEAC/g DW) and segment membrane part (19.83 mg TEAC/g DW) while YHY showed the lowest value in albedo (4.82 mg TEAC/g DW).
CX ranked the last in flavedo, segment membrane, juice sacs, which may due to its low total phenolics content. FRAP value of AY27 (13.00 mg TEAC/g DW) ranked the first in juice sacs, which is almost three times higher than CX (4.28 mg TEAC/g DW).
The ORAC method, which was widely used in animal and botany materials, tests the hydrogen atom transfer ability of antioxidant components [18] . The ORAC values were the highest among the four methods, which may due to its unique antioxidant type. TC showed the highest ORAC value in flavedo (468.96 mg TEAC/g DW) and albedo (677.90 mg TEAC/g DW), while NG20 showed the lowest value in flavedo (75.78 mg TEAC/g DW) and AY27 showed the lowest in albedo (55.49 mg TEAC/g DW). In the segment membrane, YHY and YXC showed the highest value (208.86 mg TEAC/g DW) and lowest value (37.26 mg TEAC/g DW), respectively. In juice sacs parts, interestingly, KZJ22 showed the highest ORAC value of 76.53 mg TEAC/g DW, although KZJ22 showed the lowest DPPH value in the same part, suggesting that different antioxidant measurements could show great differences in the antioxidant index.
The CUPRAC assay determines the capacities of tested materials to reduce divalent copper ions to cuprous ions [17] . The CUPRAC value ranking was similar to that of the FRAP value, which may be due to the similar antioxidant mechanisms involved. AY30 showed the highest CUPRAC value in flavedo (54.80 mg TEAC/g DW), OG ranked the first in albedo (46.63 mg TEAC/g DW), while ZXY showed the lowest CUPRAC value in both parts (24.44 mg TEAC/g DW in flavedo and 11.34 mg TEAC/g DW albedo). In segment membrane, HY showed the highest value (6.37 mg TEAC/g DW) and CX showed the lowest value (2.57 mg TEAC/g DW). In juice sacs, HY ranked the first with 6.54 mg TEAC/g DW and KZJ22 ranked the last with CUPRAC value of 2.30 mg TEAC/g DW.
To comprehensively compare the antioxidant capacities, an overall antioxidant potency composite (APC) index was calculated according to the method described by Seeram et al. [21] . The overall APC index showed obvious variations, ranging from 33. 
Tumor Cytotoxicity
In vitro tumor cytotoxicity of the citrus extracts were measured on three gastric cancer cell lines, i.e., SGC-7901, BGC-823 and AGS. Cell viability assays were performed with a Cell Counting Kit-8 (CCK-8) and the corresponding IC 50 values were calculated. Among the four parts, only flavedo extracts of each citrus variety showed significant tumor cytotoxicity, with IC 50 values as shown in Table 6 , while the other three parts showed no significant cytotoxicity effects (data not shown). Among the three cancer cell lines, the AGS cell line seem to be generally more sensitive to citrus extracts treatments than other two cell lines, which can be inferred from the lower IC 50 values. Among the citrus types, pummelo fruits extracts showed the high IC 50 value (>100 µg/mL) in all three cell lines, suggested that the tumor cytotoxicity of pummelo fruits to the cancer cells tested was weak. QJ (IC 50 value = 20.36 µg/mL), CR (IC 50 value = 18.71 µg/mL), NH (IC 50 value = 15.77 µg/mL) showed the highest antitumor activity to SGC-7901, BGC-823, AGS cell, respectively. The highest IC 50 value for each cell is more than 15 times higher than the lowest. Results were the mean ± SD (n = 3) on Half inhibition rate (IC 50 ). Values within each column followed by different superscript letters were significantly different (p < 0.05) according to Tukey's tests.
Identification and Quantification of Individual Flavonoid Compound
Further identification and quantification of individual flavonoid in citrus fruits were performed by LC-ESI-MS/MS and UPLC-DAD. A total of 39 flavonoid compounds, including four flavones, nine flavanones and 26 PMFs, were identified. The identification was based on comparison of the retention times and the maximum absorption wavelength of standards, as well as the fragment ion information reported in previous studies (Table 7 and Table S6 , Figures S1-S5) [22] [23] [24] . The four flavones included three flavone C-glucosides (vicenin-2, apigenin-8-C-glusoide and diosmetin-6-C-glucoside) and one flavone O-glycoside (rhoifolin). Diosmetin-6-C-glucoside was only found in the Buzhihuo (BZH), NG20, SJY and MXG, with the highest concentration of 9.05 mg/g DW in the albedo part of BZH. Rhoifolin was only found in pomelo type fruit (Table S1 and Tables S3-S5) .
The nine flavanone O-glycosides included eriocitrin, neoeriocitrin, narirutin, naringin, hesperidin, neohesperidin, didymin, poncirin and melitidin, in which narirutin, naringin, hesperidin, neohesperidin were the most common flavonoid components in the 35 citrus varieties (Table S1 and  Tables S3-S5) . Naringin was very abundant in pummelo type fruit. The content of narirutin was generally low in the pomelo type fruit. Melitidin was only found in the flavedo part of MXG, while vicenin-2 was only existed in KZJ22. The content of hesperidin and neohesperidin showed a seesawing like relationship, that is, the varieties with abundant hesperidin tend to have low level of neohesperidin, which may due to the differentiation in synthetic metabolism.
The PMFs were only found in flavedo, including one trihydroxydimethoxyflavone, four trimethoxyflavones, seven tetramethoxyflavones, eight pentamethoxyflavones, five hexamethoxyflavones and one heptamethoxyflavone (Table S2 ). Among the 26 PMFs identified, there were 12 monohydroxy PMFs, one dihydroxy PMFs and one trihydroxy PMF. The exact location of the methoxy groups of two monohydroxypentamethoxyflavones, two hexamethoxyflavones and three monohydroxypentamethoxyflavones need further identification and we added a number after their names according to the order they appeared in the UPLC chromatogram. The PMF contents differed among varieties. Trihydroxydimethoxyflavone only existed in HMR 
Correlations between Total Phenolics and Bioactivites
Correlation analyses were performed to investigate the relationship between the phenolics content, antioxidant ability and cytotoxicity on gastric cancer cell (Tables 8 and 9 ).
For the 4 antioxidant traits, DPPH, FRAP, CUPRAC showed significant correlation with each other (p < 0.01), indicating that these 3 traits determined the same type of antioxidant capacities. However, ORAC method only showed correlation with other 3 traits in flavedo. In other 3 parts of citrus, ORAC traits showed very weak relation with other 3 methods, suggesting that ORAC value reflected a different type of antioxidant ability. Total phenolics contents in all the 4 parts showed significant correlations with all 4 the antioxidant traits and the APC overall index (Tables 8 and 9 ), indicating that phenolics compounds were the principle contributor to antioxidant capacities of citrus. High correlation of total phenolics contents and antioxidant capacities also showed in the peach fruit [25] , Chinese bayberry [26] , vegetables and grains [27] , indicating that this is a common phenomenon in nature.
The cytotoxicity of extracts showed high correlations among 3 cell traits. However, the correlations between antioxidant capacities and anticancer abilities were relatively low, indicating that the in vitro cytotoxicity of citrus extracts may not be caused by its antioxidant ability. In plenty previous anticancer studies, most of the flavanones were reported to be functioned through enhancing the body's own function which was based on antioxidant capacities of flavanone [28] [29] [30] . However, the results of present study indicated a different functional mechanism of citrus flavonoids rich extracts. One and two asterisks represent statistical significance at p < 0.05 and p < 0.01, respectively.
For the cytotoxicity of individual compounds, the contents of 11 PMFs showed significant correlations with cytotoxicity of extracts on all three gastric cancer cell lines, in which nobiletin showed the highest correlation coefficient (r SGC-7901 = 0.587, p < 0.01; r BGC-823 = 0.530, p < 0.01; r AGS = 0.534, p < 0.01) (Figure 1 , Tables S7-S10). None of the flavanones or flavones showed significant positive relationships with cytotoxicity and rhoifolin showed a significant negative relationship (r SGC-7901 = −0.378, p < 0.05; r BGC-823 = −0.366, p < 0.05; r AGS = −0.361, p < 0.05). These results suggested that PMFs might be the main contributors to the cytotoxicity of extracts. Similar results were observed in previous studies. PMFs have shown anti-proliferation abilities to many cancers in vitro [31, 32] and in vivo [33, 34] . They were suggested to be functioned through induction of cell apoptosis [33, 35] , cell cycle blocking [36, 37] and autophagy, etc. [38, 39] .
For the antioxidant activity of individual compounds, the didymin showed the positive relationship with APC index and all four antioxidant tests in flavedo. Hesperidin in flavedo (r = 0.558, p < 0.01), neohesperidin in albedo (r = 0.718, p < 0.01), poncirin (r = 0.618, p < 0.01) in albedo showed strong relationship with CUPRAC. Naringin showed significant relationship with ORAC value in segment membrane (r = 0.592, p < 0.01). These results showed that didymin, hesperidin, neohesperidin, poncirin, naringin might played dominant roles in antioxidant ability of citrus extracts.
For the antioxidant activity of individual compounds, the didymin showed the positive relationship with APC index and all four antioxidant tests in flavedo. Hesperidin in flavedo (r = 0.558, p < 0.01), neohesperidin in albedo (r = 0.718, p < 0.01), poncirin (r = 0.618, p < 0.01) in albedo showed strong relationship with CUPRAC. Naringin showed significant relationship with ORAC value in segment membrane (r = 0.592, p < 0.01). These results showed that didymin, hesperidin, neohesperidin, poncirin, naringin might played dominant roles in antioxidant ability of citrus extracts. 
Experimental Section

Materials
Citrus fruits at commercial maturity were harvested from orchards of Zhejiang Province in December 2015 (Table 1) , and transported to the laboratory of Zhejiang University, Hangzhou, within 6 h of harvest. Uniform fruit free from blemishes and mechanical injury was selected for the present study. The fruits were separated into four parts, i.e., flavedo, albedo, segment membrane and juice 
Experimental Section
Materials
Citrus fruits at commercial maturity were harvested from orchards of Zhejiang Province in December 2015 (Table 1) , and transported to the laboratory of Zhejiang University, Hangzhou, within 6 h of harvest. Uniform fruit free from blemishes and mechanical injury was selected for the present study. The fruits were separated into four parts, i.e., flavedo, albedo, segment membrane and juice sacs, and immediately frozen in liquid nitrogen. After freeze-drying (FM 25EL-85, VirTis, Gardiner, NY, USA), all samples were ground into a fine powder and stored at −80 • C for further experiments. The SGC-7901, BGC-823, AGS gastric cancer cell lines were obtained from the Department of Surgery, Second Affiliated Hospital, School of Medicine, Zhejiang University.
Chemicals and Reagents
All standards and reagents were of HPLC grade.
Narirutin, neoeriocitrin, hesperidin, naringenin, poncirin, naringin, hesperidin, neohesperidin, nobiletin, tangeretin, 2,2-diphenyl-1-picrylhydrazyl (DPPH), 2,4,6-tris(2-pyridyl)-s-triazine (TPTZ), Trolox, Folin-Ciocalteu reagent, 2,2 -azobis(2-methylpropionamidine) dihydrochloride (AAPH), rutin, gallic acid, fluorescein sodium, copper chloride, neocuproine, ammonium acetate, methanol, acetonitrile were purchased from Sigma-Aldrich (St. Louis, MO, USA). Eriocitrin was purchased from Aladdin Industrial Inc. (Shanghai, China). Isosinensetin, and 5-demethylnobiletin were purchased from Biobiopha Co., Ltd. (Kunming, China). Didymin was purchased from J & K Scientific (Shanghai, China). Cell Counting Kit-8 was purchased from Dojindo Molecular Technologies, Inc. (Shanghai, China). Samples for HPLC were filtered through a 0.22 µm membrane before injection. Double-distilled water (ddH 2 O) was used in all experiment. RPMI 1640 medium, fetal bovine serum (FBS), N-2-hydroxyethylpiperazine-N-2-ethane sulfonic acid (HEPES), trypsin-EDTA were purchased from Gibco (Waltham, MA, USA). Penicillin-streptomycin solution was purchased from Hangzhou Keyi Biotechnology Co., Ltd. (Hangzhou, China). All other solvents and reagents were of analytical grade purchased from Sinopharm Chemical Reagents Co., Ltd. (Shanghai, China).
Fruit Quality Analysis (Color, Fruit Weight, Edible Proportion and Total Soluble Sugar)
Fruit color measurement was carried out using the Citrus Color Index (CCI) according to a previous report [40] . The raw data were adopted as L*, a* and b* with a MiniScan XE Plus Colorimeter (HunterLab, Reston, VA, USA) and the CCI was calculated as CCI = [1000 × a*/(L* × b*)]. Four evenly distributed equatorial sites were measured for each fruit and a mean value was obtained from the measurement of 15 fruits per variety. The edible rate was calculated as the weight percentage of pulp to the whole fruit. TSS of 15 fruits per variety were measured with a portable digital refractometer (Atago PR-101α, Tokyo, Japan) at 25 • C and the data were expressed as • Brix.
Extraction and Determination of Total Phenolics
One gram of citrus fruit ground powder was ultrasonically extracted in 20 mL of 95% ethanol at 25 • C in a material-to-solvent ratio of 1:20 (w/v) for three times. The extract was centrifuged at 10,000 ×g for 5 min and the supernatants were evaporated under reduced pressure at 35 • C to remove the ethanol. The phenolics were enriched by solid-phase extraction using a Sep-pak C18 cartridge (12 cc, 2 g sorbent, Waters Corp., Milford, MA, USA). The citrus phenolic-rich extracts were used for further analysis.
Total phenolics contents were measured with a Folin-Ciocalteu method according to previous report [41] with slight modification. In brief, 4 mL of ddH 2 O and 0.5 mL appropriately-diluted citrus extracts was placed into a test tube, added with 0.5 mL Folin-Ciocalteu (0.5 mol/L) and incubated for 3 min. Then 1 mL of saturated sodium carbonate was added into the mixture following by incubating the reaction for 2 h in 30 • C water bath. The absorbance of the reaction product were measured at 760 nm using a microplate reader (Synergy H1, Biotek, Winooski, VT, USA). Gallic acid was used as the standard and the results were expressed as mg gallic acid equivalent (GAE)/g DW.
Antioxidant Capacity Assays
The DPPH radical scavenging activity was measured according to our previous publication [42] with some modification. In brief, 2 µL diluted citrus extracts was mixed with 198 µL DPPH solution (60 µM), the mixture was allowed to react for 2 h at room temperature, away from light. Then the absorbance at 515 nm was measured using a microplate reader. Trolox was used as the standard and the results were expressed as mg Trolox equivalent antioxidant capacities (TEAC)/g DW.
The FRAP assay was carried out according to Zhang et al. [43] with modifications. Briefly, the FRAP working solution was prepared by mixing 100 mL acetate buffer (300 mmol/L, pH 3.6), 10 mL TPTZ solution (10 mmol/L in 40 mmol/L HCl) and 10 mL FeCl 3 (20 mmol/L). 10 µL appropriately diluted citrus extracts and 90 µL of FRAP working solution was mixed in a 96-well plate and incubated for 5 min. Then the absorbance of 593 nm was recorded with a microplate reader. Trolox was used as the standard and the results were expressed as mg Trolox equivalent antioxidant capacities (TEAC)/g DW.
ORAC antioxidant activity was measured according to previous report [44] with some minor modifications. 25 µL appropriately diluted citrus extraction was placed into a black-walled 96-well plate, and mixed with 150 µL sodium fluorescein (40 nmol/L). The mixture was incubated for 10 min at 37 • C. Then 25 µL AAPH (150 mmol/L) was added and the fluorescence detection was performed immediately with a microplate reader (set with excitation wavelength of 485 nm, emission wavelength of 535 nm, time interval of 2 min for the 2 h detection). Phosphate buffer solution (PBS) was used as a blank control and the final fluorescence measurements were expressed relative to the initial reading (f n ). Results were calculated based on the differences in areas under the sodium fluorescein decay curve (AUC) between the blank and samples. Trolox was used as standard and the results were expressed as mg Trolox equivalent antioxidant capacities (TEAC)/g DW. The AUC was calculated as:
The CUPARC assay was carried out according to previous report [16] with some modifications. Reaction system consisted of 20 µL appropriately diluted citrus extraction, 50 µL copper chloride (10 mmol/L), 50 µL neocuproine (7 mmol/L), 50 µL ammonium acetate (pH 7) and 50 µL ddH 2 O was added into a 96-well plate in order. After 30 min of incubation away from light in room temperature, absorbance of 450 nm was measured in a microplate reader. Trolox was used as standard and the results were expressed as mg Trolox equivalent antioxidant capacities (TEAC)/g DW.
An overall APC index was applied to comprehensively evaluated the antioxidant traits of the extracts. For each antioxidant trait, antioxidant index score = [(sample score/best score) × 100]. The APC index was calculated as the average of the antioxidant index scores of the referred 4 methods.
Cell Culture and Cell Viability Assay
The human gastric cancer cell lines SGC-7901, BGC-823, AGS were cultured in RPMI 1640 medium containing 10% fetal bovine serum (FBS), 100 U/mL penicillin, 100 µg/mL streptomycin, and 20 mmol/L HEPEs, at 37 • C in an incubator (Thermo Scientific 3111, Thermo Scientific, Waltham, MA, USA) containing 5% CO 2 . Cells were passaged every 48 h using trypsin (0.25%)/EDTA (0.02%) solution. Exponentially growing cells were used for experimentation.
Cell viability assay was performed with cell counting kit-8 (CCK-8) analysis according to the methods described in previous study [45] . Briefly, cells (4000 cells per well for SGC-7901, 8000 cells per well for BGC-823 and 9000 cells per well for AGS) were seeded into 96-well plates. After 24 h incubation, the medium were moved and cells were treated with or without citrus extractions in a total volume of 200 µL each well. After 48 h incubation, the supernatant was removed and washed with PBS for 2 times. The cell viability was measured using CCK-8 kit according to the instruction. Taxol was used as positive control. The inhibition ratio was calculated:
Inhibition ratio = (A 450 − A 620 )/A 450 .
(
The IC50 value was calculated by probit analysis method using SPSS 19.0 software (IBM, Armonk, NY, USA).
UPLC-DAD and LC-ESI-MS/MS Analysis of Phonilic Compounds
Individual flavonoid compounds were identified and quantified combining LC-ESI-MS/MS and UPLC-DAD. Flavones and flavanones were detected at 280 nm and polymethoxylated flavonoids were detected at 330 nm. 13 flavanoids, i.e., eriocitrin, neoericitrin, narirutin, naringin, hesperidin, neohesperidin, didmin, poncirin, isosinensetin, sinensitin, nobiletin, tangeretin, 5-hydroxy-6,7,8,3 ,4 -pentamethoxyflavone, were quantified with their own standard curves according to the retention time and the chromatographic peak area in the UPLC analysis. Other 26 flavonoids were quantified as equivalents of hesperidin at 280 nm. All tests were run in triplicate and data were expressed as mg/g DW.
The flavonoid compounds were determined with a UPLC system (2695 pump, 2996 diode array detector, Waters Corp.) coupled with an BEH C18 analytical column (ACQUITY UPLC, 2.1 × 150 mm, Waters Corp.). The column was operated at a temperature of 25 • C. The injection of sample was 2 µL and the flow rate was 0. Mass spectrometric analysis were performed according to our previous publication [25] . Briefly, an Agilent 6460 triple quadrupole mass spectrometer equipped with an ESI source (Agilent Technologies, Santa Clara, CA, USA) was used for mass analysis and the analysis were operated in positive ionization mode. The nebulizer pressure was set to 45 psi and drying gas flow rate was 5 L/min. The flow rate and the temperature of the sheath gas was 11 L/min and 350 • C, respectively. Chromatographic separations were done on an BEH C18 analytical column (ACQUITY UPLC, 2.1 × 150 mm) using an Agilent 1290 Infinity UPLC system (Agilent Technologies). The eluent was split and with a rate of 0.3 mL/min going into the mass detector. The data acquisition and processing were performed at an Agilent Mass Hunter Workstation.
Statistical Analysis
All data were obtained from at least three replications and expressed as the means ± standard deviation. The statistical analyses were carried out using SPSS 19.0 software (IBM, Armonk, NY, USA). Significant differences among the sample were analyzed using one-way ANOVA, followed by Tukey's test at p < 0.05. Pearson correlation coefficients were calculated at p < 0.05.
Conclusions
A total of 39 flavonoids, including four flavones, nine flavanones and 26 PMFs were identified and quantified from 35 varieties of five types of citrus fruit growing in Zhejiang Province of China. Among them, all 39 compounds could be found in the flavedo, three flavones and nine flavanones were found in the albedo, segment membrane and juice sacs, while PMFs were existing only in the flavedo. The flavonoids composition and bioactivity varied depending on the types and tissues of citrus fruit. According to the results of correlation analysis, phenolics were deduced to be the chief contributor for the antioxidant capacity of citrus fruit, in which the individual flavanone compounds including didymin, hesperidin, neohesperidin, poncirin, naringin were the principal contributing components. Phenolics extracts from flavedo showed significant cytotoxicity effects on gastric tumor cell lines, and PMFs were deduced to be the dominant contributors, with the nobiletin as the principle contributing component. The correlation between antioxidant capacities and the cytotoxicity effects was not significant. These results may offer important information for breeding and further utilization of citrus resources. 
